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Supplementary Figure S1. Flow cytometry analysis of bone marrow cells at 15, 30 and 45 days intake of high dietary salt.
Cells from bone marrow (BM) of normal, low salt diet (LSD) and high salt diet (HSD) mice groups were isolated at the end of
respective time points (15, 30 and 45 days), labelled and analysed by flow cytometry for percentage of CD4" Foxp3* and CD4*
Roryt* T cells. Gating was first performed for CD4* T cells and later analysed for the expression of CD4"Foxp3* (Tregs) and
CD4*Roryt" (Th17) at 15, 30 and 45 days interval. A). Representative images of percentages of CD4*Foxp3* and CD4'Roryt" T
cells along with average percentage of CD4"Foxp3* and CD4"Roryt" T cells at 15 days. B). Representative images of
percentages of CD4"Foxp3* and CD4'Roryt" T cells along with average percentage of CD4*Foxp3* and CD4"Roryt" T cells at 30
days C). Representative images of percentages of CD4"Foxp3* and CD4"Roryt" T cells along with average percentage of
CD4*Foxp3* and CD4"Roryt" T cells at 45 days. The above images are representative of one experiment and similar results were
obtained in three different experiments with n=6 mice/group/experiment.
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Supplementary Figure S2. High dietary salt significantly enhances bone loss at 45 days.
Representative MicroCT images of normal, low salt diet (LSD) and high salt diet (HSD) mice lumbar
vertebrae-5 (LV5) and femur trabecular at 15, 30 and 45 days of high dietary salt intake. A). MicroCT
images at 15 days intake of high dietary salt. B). MicroCT images at 30 days intake of high dietary salt.
C). MicroCT images at 45 days intake of high dietary salt. The above images are representative of one
experiment and similar results were obtained in three different experiments with n=10
mice/group/experiment.
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Supplementary Figure S3. Flow cytometry analysis of bone marrow cells at day 15 post removal of high/low
salt diet and put back on normal salt diet. Mice were put back on a normal salt diet for 15 days after the end of 45
days high salt diet period. Cells from bone marrow (BM) of normal, low salt diet (LSD) and high salt diet (HSD) mice
groups were isolated at the end of experiment, labelled and analysed by flow cytometry for percentage of CD4*Foxp3™*
and CD4*Roryt™ T cells. Gating was first performed for CD4" and later analysed for the expression of CD4*Foxp3™*
(Tregs) and CD4*Roryt" (Th17) at 15 days post change of diet. A). Representative images of percentages of
CD4"Foxp3* and CD4"Roryt" T cells along with average percentage of CD4"Foxp3* and CD4*Roryt* T cells at day 60

(45 days HSD/LSD + 15 days normal salt diet).
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Supplementary Figure S4. Gating strategy for analyzing T cell population. Cells from bone marrow
(BM) of normal, low salt diet (LSD) and high salt diet (HSD) mice groups were isolated at the end of
experiment (day 45), labelled and analysed by flow cytometry for percentage of CD4*Foxp3* and
CD4*Roryt" T cells. Gating was first performed for CD4* and CD8" T cells and later analysed for the
expression of CD4*Foxp3* (Tregs), CD4*Roryt* (Th17), CD8*Foxp3* (Tregs) cells. A). Percentage of
CD4'Foxp3* (CD4 Treg cells). B). Percentage of CD4*Roryt* (Th17 cells). C). Percentage of
CD8'Foxp3* (CD8 Treg cells). The above images are representative of one experiment and similar
results were obtained in three different experiments with n=10 mice/group/experiment.
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Supplementary Figure S5. T cell number count in bone marrow (BM) of normal, low salt diet (LSD) and
high salt diet (HSD) at the end of 45 days. At the end of day 45 BM cells were flushed and T cells were
isolated using already established protocol as discussed in material methods. The cells were counted using
hemocytometer. Briefly 90ul of 0.4% trypan blue was mixed with 10ul of cell suspension and then 10ul of the
resulting mixture is pipetted into a counting chamber. Cells were counted and multiplied with the percentage of
T cells (obtained from flow cytometry) for total number of T cells (in 10* cells/ml) in different diet groups.
Results are representatives of total number of T cells in 10* cells/ml. The above images are representative of
one experiment and similar results were obtained in three different experiments with n=6
mice/group/experiment.



